library with 360-bp inserts. The genomic DNA library was sequenced using an Illumina HiSeq platform at Majorbio (Shanghai, China) . Because the original sequencing data have some lowquality reads, we filtered the original data in order to make the subsequent assembly more accurate. After removing the adapter sequences, we excluded those reads that showed no AGCT sequence at the 5′ end, contained high N content (≥10%), or presented short length (<25 bp) after quality trimming. Finally, we only retained reads with high quality scores; 93.4% of the reads were called accurately when using a threshold of Q20. Using SOAPdenovo version 2.04 splicing software (Luo et al., 2012) , the assembly of multiple k-mer parameters was performed on the optimized sequencer, and gaps in the assembly were then locally closed and bases were corrected using GapCloser within SOAPdenovo. A total of 2,464,714 scaffolds were generated. Using MISA (Thiel et al., 2003) , a total of 197,407 simple sequence repeat (SSR) loci were detected from the 2,464,714 scaffolds. Primer pairs for the 105 SSR loci with the longest dinucleotide repeats were designed with Primer3 (Rozen and Skaletsky, 1999) .
To screen the SSR primers, we conducted PCR amplification using one individual from each of the four populations. PCR amplification was performed in a total volume of 25 μL, containing 12 ng of template DNA, 1.25 units of Taq DNA polymerase, 0.8 μM of forward and reverse primer, 0.2 μM of dNTP, 2 mM of MgCl 2 , 2.5 μL of 10× PCR buffer, and 14.25 μL of sterilized double-distilled water. Thermocycling conditions were 94°C (5 min); followed by 35 cycles of denaturation at 94°C (40 s), annealing at 58°C (45 s), and extension at 72°C (50 s); and a final extension of 72°C (10 min). A total of 105 primers were designed for A. reclinatum. The PCR products of 17 primer pairs produced the expected size (Table 1) . The remaining 88 primer pairs presented poor amplification. To test the polymorphism level of the 17 primer pairs, the forward primers were labeled using the fluorescent dye FAM. The amplification products were sent to Invitrogen (Shanghai, China) for genotyping. Sequencing Analysis 5.2 (Applied Biosystems, Carlsbad, California, USA) was used to measure the size of the PCR products in the ABI 3730 DNA sequencer (Applied Biosystems). Among a total of 17 primer pairs, five were monomorphic and 12 produced polymorphic sites.
Genotypes appeared diploid, displaying at most two alleles per locus per individual. For each locus, the number of alleles per locus (A), observed and expected heterozygosity (H o and H e ), polymorphism information content (PIC), coefficient of inbreeding (F IS ), null allele frequency (r), and Hardy-Weinberg equilibrium were analyzed for the four populations. A, H o , H e , and HardyWeinberg equilibrium were estimated using GenAlEx 6.5 (Peakall and Smouse, 2012) . The presence of null alleles was checked using MICRO-CHECKER 2.2.3 (van Oosterhout et al., 2004) . Linkage disequilibrium and F IS were estimated using GENEPOP software (Rousset, 2008) . CERVUS 3.0.7 was used to calculate PIC and r (Kalinowski et al., 2007) . A varied from one to seven with an average of 3.48. Levels of H o and H e ranged from 0 to 1.000 and from 0 to 0.736, respectively, with averages of 0.619 and 0.470. PIC values ranged from 0 to 0.674 with an average of 0.417, and F IS values ranged from −1.000 to 1.000 with an average of −0.177. Null allele frequency values ranged from −0.3330 to 0.971 (Table 2) .
We also tested interspecific transferability of these loci in four additional Aconitum taxa (A. angustius W. T. Wang, A. barbatum Pers., A. finetianum Hand.-Mazz., and A. sinomontanum Nakai). Six or seven individuals were selected from each species and used for amplification (Table 3 , Appendix 1). A total of six loci (AR01, AR02, AR07, AR08, AR11, AR12) exhibited successful amplifications in A. finetianum, five loci (AR01, AR02, AR08, AR11, AR12) in A. angustius, and four loci (AR02, AR03, AR08, AR09) in A. barbatum. No microsatellite loci were successfully amplified in A. sinomontanum.
CONCLUSIONS
A total of 69 alleles were identified for 12 polymorphic loci in the four populations of A. reclinatum. These microsatellite loci will be valuable for further interpretation of the fine population structure and conservation strategies of this rare, threatened species. Deviations from HWE using χ 2 tests: *P ≤ 0.05, **P ≤ 0.01, ***P ≤ 0.001, ns = not significant. 
